[Abstract] During mRNA translation, 40S and 60S ribosomal subunits bind to target mRNA forming into an 80S complex (monosome). This ribosome moves along the mRNA during translational elongation to facilitate tRNA reading codon, where translation is activated andmany monosome can bind the same mRNA simutaneously, which forms polysomes. Polysomes can be size-fractionated by sucrose density gradient centrifugation. The more specific mRNA in polysomes implies more active translational status of the mRNA.
3. Discard medium andrinse cells twice with cold 10 ml 1x PBS containing 100 μg/ml CHX.
4. Harvest cells, briefly add 7 ml of trypsin into each flask, incubate at 37 °C for 3 min, then collect cells with 10 ml PBS containing 100 μg/ml CHX (this step is not needed for suspension cells).
5. After centrifugation, resuspend cells in 1 ml of 1x PBS, then transfer them into 1.7 ml micro centrifuge tube.
6. Lyse cells with 1 ml PEB Buffer containing 1% Triton-X100, vortex 15 sec and keep on ice for 30 min.
7. Centrifuge at 14,000 rpm for 30 min at 4 °C and collect supernatants that are ready to be loaded on sucrose gradients of 10%-50% consistency.
8. Make sucrose solutions according to the recipe step.
9. Make 10 ml gradient by adding 2.0 ml of each solution (50% on bottom, 10% on top) and load into ultracentrifuge tube.
10. Add 1 ml of cell extract to the top of each gradient. Cover each tube with parafilm, put it in a SW41 rotor andspin samples at 38,000 rpm for 120 min at 4 °C.
11. Collect 13 fractions from the top to the bottom of the tube using BR-188 density gradient fractionation system.
12. Machine setting options: fraction collection time: 1 min and 15 sec/fraction; pump speed, 0.75 ml/min; chart speed, 60 cm/h).
13. Keep all fractions at -80 °C , it's good for extraction of RNA in 1 month.
14. For RNA extraction, thaw all samples on ice.
15. Pick 0.5 ml of each sample into a new 2 ml-microcentrifuge tube, keep on ice.
16. Mix the water saturation Phenol/chloroform/isoamyl alcohol (25:24:1) completely. Dilute 50% sucrose solution into the solutions of 40%, 30%, 20% and 10% in PEB buffer
